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(54) RAT IgE MEASURING KIT USING ANTHRAT IgE ANTIBODY AND MEASURING METHOD 

(57)Abstract: 

PROBLEM TO BE SOLVED: To measure rat IgE in an objective 
sample by using an antibody (a combination of a polyclonal antibody 
and a monoclonal antibody) recognizing at least a part of the rat IgE. 



SOLUTION: Any antibody recognizing rat IgE as an^antigen can be 
used. Therefore, either of a polyclonal antibody and a monoclonal 
antibody may be used as an antibody. When a polyclonal antibody is 
used as a solid phase antibody, a polyclonal antibody specifically 
refined by means of a column with an immobilized purified rat IgE is 
preferable for suppressing a nonspecific action of the antibody. For 
providing a high measurement sensitiveness, an antibody F(aa')2 is 
used as a labeled antibody desirably. For example, in measurement 
performing a two-step antigen-antibody reaction such as a solid 
phase sandwich method, as a primary antibody used for coating a 
carrier, a polyclonal antibody or a monoclonal antibody is used, while 
two or more kinds of antibodies are used as labeled secondary 
antibodies. 
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I^^^3l fJIB7KU^P~:^;^t/t«:*<F(ab• )2X 
ttFab' (DJ^tl-efe^. m^^2|cISila>iS5^^»v ho 

+':'ho 

^'>ho 
S^'V ho . 

/7»>4z-<^ffll^^. B3ft3ai 3&:t^L3a>t^'rti3&^— ]® 20 
icIBSSflOiH^^*:; ho 

S^-:/ ho 

-3Sicia«<z)aii^^*:/ ho 

^QfclB^O)^!!^^*:; h. 

[»*31 1 1 ] ^ h lgE(DiI^35: < i: *-S»* S^-T -5 30 
ttft*ffll^*ci*^»i:-r€». MSiSm+co^--/ hie 

[11*^1 3] Mill4mic#^tL€»1ng/ral^±a>^ 

higEj^^giajwig-efe^, K*3Si 1 icffiaa>jM^^ 

[OOO 1] 

^^juE (igE) ^mm-t^&^i'^t^. ^ti»i44>(07 

^ hlgESHSf-SaS^-v h. aiX^^y h-f Ay^P 

hlgESffl^'r^:Sr^lwii-r€». ^*>hlgESaj^L 
T«&4x<&ef^lt. h$mt^fc5(i«i%7^;u|lttlc^ 

ft sftST uji^^-fiea<o^i^-<>ai»iic cfe-sj&iEam. 

[0002] 



iDi LTT h tf-tt^JifJ^lCft^^tL-SSAf <7)T 

[0 0 0 3] -teWlc. TU;u^-$«SLTU3&:t^tt 
^Tttifaiii|gEiaSf**5cfc-5-S5[ng/inLga[t«g«)Tfaaic 

lgEiaitlictt(D^+f§A^t,gi^^«^cii^^D■r-5o 

[OOO 4] :ia>imT[y)v^-(Of^m^mmmmtL 
X igEs^iHUf > * -XAim^'t^m^t<&/uiztft> 

♦t-Cfe^y. flBSIi9iBa3&>&fttti$HStX^5V-V>P-f3 
h U if(7)>r 5 *;U> x— a« —I:: J: ^3*1^ Sit 
*«lK.-5ISI»l-\?>. IgEtU-bT^^^-tcJD^^^RaS-r^ 

[0005] :i(Dtz!Sb. JftL^'COIgES^^g-T'SCltl* 

l^ru;u^-lSA. i^l::T h tf-tt^Slcfcl^rl*S 
lgE5xn-T-e%±^-r5::i!:*<ftl^tLrfc 

y. jfii4'igEa^sa'r'5ci:i*c*Le>(D«s$^gij-r 

[0006] t hJfil«lgEa)a«S3&^li. thlgElcM^ 
««:»*l^'?5f-^*:>1*/iELISA5R-^RIA3SI= J: y iJ^^^Z 
i: 3&<nrtgT'& y . -y-V hV cfc y ^t^:)^ 

rt^^io ^fc. E3»aBa:\>»i^a^irc##-r^igEy 
;^4^-a)^^icii#^^igEa)a!S:^£feigi^$4xri^ 

-5 «#ia¥7-072160 mSW-218920) . «g|^8-10 
1194 («Ssp6-237590) ) o 
too 0 7] 

-mz^'^:^f)<mi^^itixtik). -7'>xigEsafl3t-r« 
SilSlliliK(c^fTIS$HTL^5o St^^hlgEttl* 

t^Ti*a&a)*afe*fflt^Tai^*fToTt^§a>3&<3K«r 
&§o X. ^a)alsss4,^^3^-e&^i:f*ml^iiL^o ^• 
c-e. af^A<B«-e, 

^Ct^Sd^ltLfc^-:; hlgE<7)S3^» h) 
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[0 0 0 9]. 

[BSi*S*'r^fc«)(D^S:] fill*,. 
I*. Ml::. ^ hlgE<D'>3^i:< t^-§iJ$ig|§^-r^ttft: 

too 1 03 

•r*±rCDIgE*Jiro flP*>..iflm=(cl45aiJiiO)lgE«l:LT 
BE5»«Bia-V>»JeS3^±a) I gE y -fe :f ^ - (Fc e R I te cfc l/TFc 

IM*. C*l&<D3l^«3-Cfeo-C*»cfctS ^ryhB 20 

3'5J®^*Aj^Wlc^SLfcJ&l|±je*lci!l^$tL-Slg 

[00111 :*^mma>m^:^mit. ^ h igEa>ii>^d: < 

Mj^<D7»y hlgE$^Jl^UT@iftU!9'Simi4:'T>ft 

^ML/H^ry hlgE$@^^bLtr^7A^$i£ 

mifipm^it. tt;(*a)FcSiJ^$|^^L-C^e»4t'5. F(a 
b' )2. Fab' . Fabira)7^y^>h4,*^5«1?filfflf 

F(ab' ) 2 LTfi&ffl 

JUtti*:. SII^S^diitz^UTttTKU^P-— ^JUj^M:^3iS 
t"-5ci:A<tti3|5^o 50 



[0 0 12] :$:^mvmi^^iKmt. smf^onnm^i 
mi^xmBT'ji^t^izi^mi.fc^), mmzf^&t^mo 

hlgE*SKK-r§filTM(Dai*:A<#e,ti§J:5J5:=fc 

(D"efetii*c*:<> higE^«:-r?fcor*-sp-efeo 

too 1 3] ^f&mtLxmi^^^y hlgE*3^^3&>€) 

— . -fsfv^SSI^Pv h^f^ lS*^?Pvh^^ 
Pvh^5:7-f-$^ i\xm&'t ^zt 

[0 0 14] b\ijEiAj:m\z^mt'^izit. mm 

03v HgE(DT5y®IB^J*=i- K-r'5DNA$f^«L. 
[0 0 15] ±IBa>J:5r=L-C»fc^->HgE*ft«ll 

-aiKOR^-v HgEtti^^iSlfflf 

^*L**t35!ia)^feSiii=4*-r « to^ffiffl-r* c ^ * as 
[0 0 16] afcic. ftfiLfc»«i3&^fett{**s-&a)-^fc 

[00 17] SW<DjK**3b<7K'J^^P— 

aaS^CDSI^fll^r^tU Ur lg61I^$|siJi]lLtc(D 

ll^^l::^^':; ^^gE|g14*<fe'53&^S3&^$$9^•r-5o mM 

[00 1 8] ^fz. ^y^p— :^;uR#*P«-r^ii^ 

.^Ax.fzWimomm^t^jia'^^imwi^ifom 
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[ob 1 9] ±iZ(D^o\zLxmtziiimt. ^^\zjt;c 

[0 0 2 01 :^mM(bm^^y \--x*it. ±12(0 J; a (cL 
hlgEt(DSiJ^fii;f*SF&l::<fe-:>T, (Oft 

. hlgE^^p°a. ^aj^i^lS. eitil^S 

[o o 2 1 ] :^m^(om^^v h:sLxsm^:^m\t. jsi± 

ifiL^fe^J:l;igEi£^SSfia(Di$ll±m«3:)<$f^Ll^35^ 7 30 
«y hlgE$^t?*^^-eftttf£. CtLi&l=fB^$tt'&%C!> 

MgE#^^^ifti«<o#ftT-eilte-r-5c:tA<» 
^Lt^o cc-e. r^^ >igEi^-&:& <:?u— ) jfti»j 
tit. hlgE^HMWIc-i-^J&riN (*«eaig!l^:&^ 

HgEI^#:&iftimi4, -l?-!^*, ^JU^vh. ^-r/h. V 40 

«I<Djfii5&^fit^«5; HgEtt(*$@ffifl:Lfc^fi8lcaur 
^*:/ hlgE$qftilZ-rS^(DSS#l:i^ftl(D^^T*^S-r 

higE$^t;jt^i4jr^ ^itmmtK^^^mT 
CO o 2 2] **eBa)ajS^«y hai;aj^*^-(?^L^^ 



[0 0 2 3] &mmv\t. ft(*sffi^. mTiit'yT-v^? 
xa^F^ift«a)a®iz©^ hlgE*^sa■r 
'5tl^i^cD«&^A<^C'Scfc5(rL. -(Dia^(D;a^cDa 

[0 0 2 4] -y-i^hV^y^*. 
T»V-b-f (EIA). ^i;^-rA-/r*:/i2-f (RIA). 

:r^'>-fe>:x.-f AyT-vtz-fMbJ^SgJtft&HI^^). 37;i. 
^m^m (tR-F I A) ^(0113®-^ iffls $ 5 c t A^m * o 

[0 0 2 5] UiTfc, :$:5S69a)iif5i0iIt LT, EIAOJI 
@ffi1^>K-<^^ftT?(4*-r. '<;i^:*-+S/^-4f. Til/ 
•cmufc. ^•:/hlgE*E^-r'5ft«:«^iii-rSa * 

itmmLUi^^ «ilxi*BSA('>i/jfii«T;u:^5 
»ti:if-e:^p^^>^*aa*ff5o ium 

ftlift»fi(l;*fTt>Utf)^« JRI5^. ©ffl«/*?*L. ± 
3£<DB^attft«$^iin UT@ffi<bft{4:^ raS L/c7 v 

p-7x-;i.«j>®. 2-— hp:i7x— ;u-^-D-:tf^^7 hv 
h\ 3,3' .5,5' -•T^h^^^^'iU'Oi/i^^^in^rB 

::^>U«(D^ »v hlgE1^Mar::«t#t-^<D-c?. ^feS^M 

[0 0 2 61 sttiftS^-ett. -^^zfji^ ium ^Itffi 
@4ilwQS^$-&. @te(7>7ry hlgEI^QSt^Di^. "ttDR 
femicH:|^«L«:t^5r>/<^S. 09iLf£BSA(>l7i/iftL^7 
;u:^5»^ifT?:^P':;#>^fiiSL, m^-c^'yhigE 

[0 0 2 7] @«js^^i?(4. fieffl-rsftf^/>^@^'r^ 

— 3t2o^^ hlgE&ltli@4S(3qa3t*-&. ^tel^•c::/p 



(5) 



^gS2000-266747 



10 0 2 8] ±«sjsina):&i* t ur. ttii $® 

[0 0 2 9] •y-^hV*:/^^^. SffiEJ*^. Ifi^^a)l^ 
[0 0 3 0] *e>(r, J:IH3aa>l!j^5^afelCfelx-C. » 

ra^^wicisas-rsciric^y, wmo^-vngE* 
[0031] 4^%i^a>«i!i£#^iz^rt^^a)ffi<osj;& 

[0 0 3 2] lSlT<DlltS«fl-C^$*t^J: air. *«I8<3> 

+<D igE^sj^-r^ c t icfct%rg^«i3^^3Q:m-e& 

5^'5:4»(DT*jJ'T?&y. Mo, ang/inlfil±, -0^^ 

If. ing/mlUUip^-y hlgEA^^ttJoT^-e&^i^dJ&JSS 50 



ai^iSil^:^/^!*. 7^:/ h$^txfci&fe)^7^;Hlsiicfcit 
'5&S7L/;u^-!^iia>^»-\b|g^irj:45&aa«. 
J:t/^*D. l^ffifl3«ffl3&«ffl*lSi«-r-5o 
[0033] 

[HJfi^] JSJlTlr, ^JS«II*4,oT*SgeB*cfeyuxo-e 

•rtco-e&y. *j^pi*cti€,iCckyi5ri?Ras^*i^4. 

1= *5 It SfifflBS-^lc J; ^ % 0) fc* o 
[0 0 3 4] 

[^!fi0y 1 ] aisA(p;^gi|cjfto'<, 7tf»j»p--:>-jufii 

aiSAa>llSlc®-:5<. 7Ky^P-t-JUfiti**@«ft:L 

ai=,i^SLfco 3&i!b\ @4a4btt:i*l*. aMLfc^*>Hg 
E*ll«^bUfc*^i^*ttffiLfc^»I(D*aiCj: y«Fm 

t*;/i?igQta^«v higEtti*. ®j*'7-9-e'^;u:*-^e/y- 

ifmt:*:/e;F(ab' )2fit^*;/ hlgEtfi;i*$lPI« 
[0 0 3 5] : 

Mj^Qij-fcf'^^u^f^e/y— tfsmt*>i;ig6tt^y higE 

£t14i:|$Kf>fi €) a):;^^ (J. H i stochem. Gytochem. . 22 : 1084-1 
091. 1974) ir^^CiS^Lfco fifl*». '^B^%mcV^it 
UfeS^r^-y-e^OI/^i-^i/^— if(4rag/iDl,0.3M NaHGOa 
r::?S»)i:. t*;/i?lgGtt5-y hlgE(2mg/ml)$^Sfi-:5 

*®S(D*3ft^b7t^'!?^+^ h U '^AStel jt. 4°C"C-I!fttt 
MUfco 2O111U Trls-HCI.150iiiM NaCI (pH7. 4)|z— Rajg:^? 

(1) ta^*:/ hlgEtt»:Oti(*'^<DP— x-r>^ 

!|#mimsiL/ct*:/i;m5'y HgE7Ky^ p-:>-;i.fci<*^ 

SM^®?a^ (pH9. 6) Ici ^g/mlih3£i:i»cfc5lc?&« 

^ P^i?a.— ;u:/L/— Maxsorp-F8) IClOO// l-To^" 
aL, 4'^lz-5ftfifeMLfco 

(2) v-r^p^-f ha>::/p^/+>^ 
#!!7xJU£30O/i KOI^fe^^dSOniH NaCUO.05% Tween20 
$^t?20 mM h U (pH7. 4) ) T-3E12fe^S, 
:^P*y4-><f?§ia(0.1 % BSA(:f 'jx>^juBSa©)* 
#t;150iidll NaGi.0.05% Tireen20^:t20 mU h <J X^g^ 

(pH7. 4})300// 1 $2slK.%ig-e2^ia£SC@Lfc. 

(3) "yv MgEtDiffl^ 
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(30%^':; hiimClgEyy— 0.1 % B 
SA, ISOniM NaCI. 0. 05% Tween20d:fr20 mM V U XifittiiS 
fflt (pH7.4))*95;/l^l±Lfcp Cwlc. ^tt:ifii?S*5//l 

««?»?ar* 2 s^pg?&«? L . mmiz^o ± mzs u i *n 

0.1X BSA,150inM NaCI, 0.05% Twe8n20^:t 

20 inu h y 7.mmmmf& (pH7. 4)t?^«?l. ioo// i-to 
oou\'^m^^». mmmz.r .6.5' irh^^^^u 

y-*fflL^T:±;ift:g450nIn. ilIi^:g630nm-C?^^Lfco M 

a^ttn^ L«i*i|i<oigEfi*as:Lfc. gi i iz5^-r<i: 20 

y hiflL^fieffi^(zr±8 ng/mliU±a>^<:; hlgEib^SlttiRrig 
[603 6] ^<D2 : 

igE^jifetttfl)tiaii 

«S«lttt*:/5;Fab' hlgEtttt:ttHashlda&a):<^ 
^(J. lomunoassay, 6: 111-123. 1985) fw^ic^ MLTOAn^ 
ictSSLfco t'>i?lgQft^>:/ HgEli^ idnigSO. IH 30 
M:^hU '>AISffi«CpH4.5)-0.1M NaClfc-^WftSftLfc 

:^^'<::'*»**lsm%i:55:-Scfc5lc^3linL37*c. 

0. 5M <J h U -t? AS500// 1 aSin LpH*6. Olc 

•&t>ii-/io o.iM 2->)i.*::f hx5=-;br5>^ 

^ :&0. 1U ij >m± h «J A^ffi^ft pH6. 0 -SfliM EDTA$500 
1/ I^AnU. 37^0- 2»rBl-r i/3 >Lfco O. lU 

U :^m± h »J ^ AiSfirlS pH7. 0 -0. 2H NaCI -5 mM EOT 

A^i6ini^inu. mmm^'cw^mitLtz'7v h\g!Emmt 

*^A(1 ml)r=35miiD|/mim?^Lfco 40 
»ft»Lfca„ 0.1H ^Ui/^^&g^ffijS pH2.3 t^mB 
L. »ttliI«'©pH^«ttl*iftiriiSLfca. 0.1M 'JV 
M± h U't^A^ffija PH7. 0-1 dil EDTA-0. 15M NaCMz— 

Hf(SIGMAtt«)SSaJtl:l-Cg^L. Sii-e3ft|BljBrtl 
Lfco $^lz. ^aSl,5raHt^S<|:5l-2-jtA/*:^h 

(O^^lS^iWiLfco ±ffi(D^f^-ef#€.*ifcj5J$llia$ 
Superose 12(Pharniacia®)-ey;i/ai^*fft^, SJ^^-y- 50 



^m^;oXm^iitz=p Kf h IgES2eaa)Sa«S 0 2 ic 
^ttftS^l^ii:. 5;/ l(0^^;>jfiiaffifflffiSp|ctt5 ng/m 

' imJic65»yhigE3&<ftttiprig:t?teofco 

[0 0 3 7] ^(P3 ! 

t^Vi^St^':; hlgEftjtfa^A^&#€)KyrIgGij$^$0.1M 
P^ih h y AlSSJft (0. 15M NaCI i^^t?) |::-Mfeia«f-r 
-go [^H^i^-eS-lOmg/ml^bi&^ckaiziSttL. mWm 

Lfco 37"C|cfefctLfc^ >+i/<— -e24^Fp1-r >^ 

aHCo3 T?5FWfb L fcSupero|se 12* ^ A (Pharraac I aiSD V 
^ljSiipl\ F(ab' )2rt5»*l5lJ6Lfco 0ite$*tfcF(a 
b' )2lf5fli2nig/mUriaS^lfLfc(Di&. iaa't^^^JS 
tt<b®}*«:7i*-lf:^;u:r4i^4r--ifi: t*>i?F.(ab' )za^ 
> hlgEtt«:#^aa-:5o.«^L. 1^5. a&3ftTT6-8 

A**nA^ 4^T?-BfeBcgL, Mlc^20inM Trls-HCM50 
m NaCI(pH7.4)l=-BfegWL/=:p C(Dcfc/5lc LTlliSlL 
/i®;*/7i^e^;i.;i-^i/^-:-4fSlit:*Vi?F(ab' )2tt^ 
KlgiE7K'J^ti-:^;utt«:Sffll\-5Ja^f*, J:ie-t<D 
ia)a)g^4:l^fi)&:^#^(TJ&:oT#€>tLfc^»v hIgE 

s*iPp<DSissi^0 3ir^-ro ia3ic^'rck9ic. ±ia 

S?F(ab' )2tt^ *^ hlgEttfl:*^L%-S^, 5iu KD^-v h 
ifii»fi5ffiW^r=tt2 hg/mHUi©^ ':/ hlgE36<«iaiprtg-efe 

^^mt^n'^-^}d^)\^it^i^^-:^mm t *y i>F (a 

C0038] 

ELfSAOl®SI=S^<. ^P— :^;u!^ti^:^@|i^bL 
fc1^->hV*>^^|c<i:-55*:; hlgEa)li^m^iaT<©cfc 

(1) fit^-:/ hlgEft(*:a)fii*:^(Z>:3— T--f 

fit^!y hlgE^'^X^y ^P— ^^Uttft: (Crystal Cheai 
Inc. ^&.^Wmm (pH9. 6) (n^g/ml^)^ 

unctt. ^-r^P^S^i— iU^U— h. Maxsorp-f8)lcl0 

(2) >r-r^?P5»-f :^U— hcDz^Pry^X^ 
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«-':7x;U$3CO;/ l<D^?tj^(150niM NaCI,0.05% Tween20 
*^t?20 mM h U X^MJS^ift (pH7. 4)) T'3|HlJfe^^. 

^ (0. 1 X BSA 'J X >^ ^ 
^tMSOniM NaCLO.05% Tween20^$20 m h >jXit^!S 
(pH7.4))300/f l*toil»^-e2^P^fiftMLfco 
(3) ^vh\g!E<Dm^ 

(30%^ y hJlil»(lgE3^iJ-)S^t,\ 0.1 % B 
SA. ISOinM NaCl. 0. 05% Tween20^:^20 mM h U XJ^^fg® 
ia (pH7.4))*95/il«'aLtca CCIw. tttt:ifllJS*5|/ 1 10 

tKU <7 P— :h;Ha<^:^30%^ hlfiljt (IgE::? U-) 

t,\ 0. 1 % BSA. 150inM NaCI. 0. 05% Tween20^:t20 mM h 

^jT^mmmm}^ (phi,4)v^^l. muif^m^L. ^ 20 

;S-e2B§fe1j^mUtro =&'t7i;U^j5fej^ia300// ITS 

iHliSfe;^^, TMBj§ia(3.3' .5.5' 7^ > ^iU'O-I^v 

»^ioo//i-r-3lniK.. ^^-eig^L30^f^sr&$iJ- 

^cp "eo^. 1^£«E^$100A/l'roJ!iax.igJ2;$f$Jt$ 



fflt^Tiiftg450nin. iih'KS630nnil?iiq5eL/ro E4lcS 
-y h lgEa)2f&^P&«i?Lfc*a)CD«S?E«itt$* 

ffltv^ t ^ B/i\a>=y hifliJt C i: fc J; y Ing/ml 

*J^I«a)^*y hlgEiHS^t*:/ hfcfct^r. -7«t?:^lgQ 
a;^*y hlgE^y^P-:^;utti*^©tijbfit«:tLTffl 
t>v S^affiittftit Lrt*:/i;F(ab' )2fit^»y hlgEm 

[0039] 

(2) mmm^^ 

)^^&^^Uf::lgEfi:(D@i|K$$««!>tc. 

y. ^/Ial^IiD(^(^85.7%;b^& 125.0% (S|tJ^tl99. 7%) ^ 

[O 0 4 0] 
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